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A B S T R A C T
Background: Production of N-terminal pro-brain natriuretic peptide (NT) and BNP is equimolar.
Although NT clearance occurs only in the kidneys, BNP clearance occurs in the kidneys and other
organs. This study tested the hypothesis that NT/BNP ratio in children may be independently related
to cystatin C (CysC), a glomerular ﬁltration rate marker, when diastolic function and age/body size are
taken into consideration.
Methods: The study included 430 children (5.3  4.9 years) with heart disease who had undergone cardiac
catheterization and simultaneous BNP, NT, and CysC measurements. Pulmonary capillary wedge pressure
(PCWP) was used as a ventricular diastolic stretch marker. Variables showing skewed distribution were
transformed into a common logarithm.
Results: Univariate regression revealed that log NT/BNP was affected by PCWP (r = 0.12) and log CysC
(r = 0.57). When age and the log of body surface area (BSA) were added to the stepwise regression, age
was not adopted because of multicollinearity to log BSA, but PCWP (b = 0.10), log CysC (b = 0.22), and
log BSA (b = 0.66) were independent factors of log NT/BNP.
Conclusions: Renal dysfunction independently increased NT/BNP, whereas high BSA decreased it and is
the greatest determinant of NT/BNP. The observation that high PCWP decreased NT/BNP may suggest
that worsening heart failure slows BNP clearance from other organs, a compensatory pathway of heart
failure. These factors need to be considered when assessing BNP and NT.
 2014 Japanese College of Cardiology. Published by Elsevier Ltd. All rights reserved.
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Brain natriuretic peptide (BNP) is a hormone secreted by the
ventricular myocardium during increased wall stress caused by
excessive volume or pressure loading of the heart [1]. Plasma BNP
concentrations are elevated in patients with congestive heart
failure (HF) [2] and reﬂect the severity of HF and diastolic stretch
[3]. The plasma BNP concentration is useful in predicting
mortality and hospital readmission [4] in many etiologies of HF.* Corresponding author at: Staff Ofﬁce Building 110, Pediatrics, Saitama Medical
Center, Saitama Medical University, 1981 Kamoda, Kawagoe, Saitama 350-8550,
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0914-5087/ 2014 Japanese College of Cardiology. Published by Elsevier Ltd. All rightsN-terminal pro-BNP (NT) [5–7] is another recent option for
such use. NT can be measured from the serum, whereas BNP
measurement requires plasma. NT is much more stable than BNP in
blood samples at room temperature. Thus, NT use has been greatly
increasing, and there is a growing body of evidence about the
usefulness of NT. Moreover, the required amount of serum for
NT measurement is only about 20 mL, which may promote further
use in neonatal and pediatric settings. NT also correlates with
BNP in pediatric patients [8,9]. The ratio of NT to BNP (NT/BNP)
increases with renal impairment [10] and decreases with
increasing age [11].
However, the relationship between NT and BNP levels appears
more complicated, and the factors contributing to it are not yet
established. Because of the equimolar production of NT and BNP,
NT/BNP depends on the clearance rate of each hormone. NT reserved.
Table 1
Diagnoses of included patients.
Disease (N = 430) Number of patients
Atrial septal defect 82
Single ventricle 55
Tetralogy of Fallot 41
Patent ductus arteriosus 31
Ventricular septal defect 29
Pulmonary atresia with/without other CHD 25
Transposition of great arteries 26
Double outlet right ventricle 19
Congenitally corrected transposition of great arteries 15
Coarctation of aorta 13
Hypoplastic left heart syndrome 12
Aortic stenosis 8
Atrioventricular septal defect 8
Tricuspid atresia 7
Post-heart transplantation 6
Pulmonary stenosis 6
Total anomalous pulmonary venous connection 5
Hypoplastic left ventricle 4
Others 38
Total 430
CHD, congenital heart disease.
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[12]. In contrast, BNP clearance occurs in the kidneys, liver,
lungs, and vascular endothelium [1] via the clearance receptor
(natriuretic peptide receptor-C) and neutral endopeptidases
[13]. Thus, NT/BNP should be determined by the clearance rate
between the kidneys and other organs. If this relationship
becomes clear, each value of BNP or NT can be approximately
converted to the other.
The clearance balance of both hormones may be affected by
maturation-related and maturation-unrelated functional states of
the kidneys and other organs. HF by itself may affect the clearance
of both hormones. Thus, this study tested the hypothesis that
NT/BNP may be determined by cystatin C (CysC) [14–17], a
muscular mass-independent glomerular ﬁltration rate marker,
maturation, and severity of HF in children.
Methods
Patients
The study included 430 consecutive pediatric patients with
heart disease (age <20 years, 198 male and 232 female) who had
undergone cardiac catheterization and simultaneous measure-
ments of pulmonary capillary wedge pressure (PCWP), BNP, NT,
and CysC at Saitama Medical University International Medical
Center. Their ages ranged from 0.16 to 19.1 years [mean  standard
deviation (SD), 5.3  4.9 years; median, 3.3 years]. Patients under-
went diagnostic or interventional cardiac catheterization at Saitama
Medical University, with written informed parental consent obtained
for all the patients. This study was approved by the Institutional
Review Board of Saitama Medical University.
Measurements
PCWP was regularly measured during cardiac catheterization.
We used PCWP as a representative measure of diastolic function
and ventricular stretch. Systemic output (Qs) was calculated using
the Fick method and Qs index (QsI) was calculated as Qs/body
surface area (BSA). Blood sampling to determine CysC levels was
performed 1 day before cardiac catheterization as part of routine
blood testing. Blood samples of BNP and NT were withdrawn from
the inferior vena cava at the beginning of cardiac catheterization.
Measurements of BNP were performed using enzyme immunoas-
say, NT using electrochemiluminescence immunoassay, and CysC
using latex-enhanced turbidimetric immunoassay.
Statistical analysis
All data are presented as mean  SD, unless otherwise stated.
Variables showing skewed distribution were transformed into a
common logarithm before the correlation analysis. Pairwise compar-
isons were performed using the paired t-test. The correlation between
two variables was assessed using Pearson’s correlation coefﬁcient.
After univariate regression, to determine the independent variables
that correlate with BNP, NT, NT/BNP, stepwise multivariate linear
regression analysis was performed using the following variables:
gender, log BSA, log CysC, and PCWP. Subsequently, we performed
subgroup analysis to assess whether the difference between left- or
right-sided volume load may relate to log NT/BNP, and whether the
difference between pressure and volume load may affect NT/BNP.
Atrial septal defect (ASD) patients were used as a right-sided volume
overload group, and ventricular septal defect (VSD) and patent ductus
arteriosus (PDA) patients as a left-sided volume overload group.
Coarctation of the aorta (CoA) and aortic stenosis (AS) patients were
used as a left-sided pressure overload group. We compared log
NT/BNP values between right- and left-sided volume overload groups,and between left-sided pressure and volume overload groups.
Statistical signiﬁcance was assumed at an error level of 5%. Statistical
analyses were performed using JMP 8 (SAS, Cary, NC, USA).
Results
As summarized in Table 1, patients with various underlying
heart diseases (N = 430) were included in this study. The range and
distribution of each parameter are shown in Table 2.
Univariate regression
Table 3 summarizes the results of univariate regression. Gender
did not relate to log NT, log BNP, or log NT/BNP. In contrast, age,
body size (body weight, body height, and BSA), log CysC, and PCWP
signiﬁcantly correlated to log NT, log BNP, and log NT/BNP. Log
NT/BNP negatively correlated with age (r = 0.71, p < 0.0001), and
the relation was a convex downward curve (Fig. 1a). There was
strong negative linear correlation between log NT/BNP and log BSA
(r = 0.79, p < 0.0001) (Fig. 1b). Log NT/BNP positively correlated
with log CysC (r = 0.57, p < 0.0001) (Fig. 1c), and negatively
correlated with PCWP (r = 0.12, p < 0.05) (Fig. 1d). BNP was
much less inﬂuenced by age, BSA, and CysC compared with NT,
as indicated by a smaller correlation coefﬁcient in Table 3.
Multivariate regression
Table 4 summarizes the results of multivariate regression.
When age, log BSA, log CysC, and PCWP were added as indepen-
dent variables into stepwise regression to correlate to log NT/BNP,
age was not adopted because of multicollinearity to log BSA, but
PCWP (b = 0.10), log CysC (b = 0.22), and log BSA (b = 0.66)
were independent factors of log NT/BNP (Table 4). Not only body
size and renal function, but also PCWP, independently related
to the log NT/BNP. Higher PCWP negatively affected log NT/BNP.
Log NT/BNP can be approximated with the regression by
0.66  log BSA  0.10  PCWP + 0.22  log CysC + 0.86. There was
signiﬁcant correlation between the measured and estimated log
NT/BNP calculated by this approximation [RMSE = 0.18, R2 (coefﬁcient
of determination) = 0.66, p < 0.0001]. Residual plot showed no
tendency between residuals and estimated values.
Fig. 2 shows the results of subgroup analysis assessing whether
the difference between pressure or volume load may relate to
Table 2
Distribution of each parameter (N = 430).
Mean  SD Range Median (interquartile range)
Age (years) 5.35  4.93 0.16 to 19.1 3.31 (1.65–7.21)
Male (%) 197 (45.9%)
Body weight (kg) 19.0  15.1 3.8 to 86.0 13.0 (9.2–21.5)
Body height (mL/m2) 101  31 49 to 181 91.8 (77–119.3)
Body surface area (m2) 0.71  0.39 0.22 to 2.0 0.71 (0.43–0.85)
CysC (mg/L) 0.95  0.22 0.59 to 1.88 0.91 (0.79–1.07)
Qs index (L/min/m2) 3.65  1.07 1.49 to 7.84 3.58 (2.91–4.31)
Qp/Qs 1.36  0.74 0.42 to 4.5 1.0 (0.96–1.62)
PCWP (mmHg) 9.73  3.2 2 to 24 9.25 (7.5–12)
NT-pro BNP (pg/mL) 428  991 7 to 14600 186 (78–418)
log NT-pro BNP 2.27  0.53 0.85 to 4.16 2.27 (1.90–2.62)
BNP (pg/mL) 43.5  142 4 to 2655 20 (10.6–35.1)
log BNP 1.33  0.43 0.60 to 3.42 1.30 (1.02–1.54)
NT/BNP 11.2  10.0 0.76 to 97.3 8.62 (5.37–8.62)
log NT/BNP 0.94  0.31 0.12 to 1.99 0.94 (0.73–1.10)
Data are presented as mean  standard deviation, median (interquartile range), or frequency (within-group percentage).
CysC, cystatin C; Qs, systemic output; Qp, pulmonary output; PCWP, pulmonary capillary wedge pressure; NT, N-terminal; BNP, brain natriuretic peptide.
Table 3
Univariate analysis of NT-pro BNP, BNP, and NT/BNP.
log NT-pro BNP log BNP log NT/BNP
r p r p r p
Age (years) 0.61 <0.0001 0.25 <0.0001 0.71 <0.0001
Gender 0.65 0.89 0.29
log Body weight (kg) 0.72 <0.0001 0.34 <0.0001 0.78 <0.0001
log Body height (mL/m2) 0.69 <0.0001 0.30 <0.0001 0.79 <0.0001
log Body surface area (m2) 0.71 <0.0001 0.32 <0.001 0.79 <0.0001
log CysC (mg/L) 0.46 <0.0001 0.16 0.001 0.57 <0.0001
PCWP (mmHg) 0.23 <0.0001 0.38 <0.0001 0.12 0.011
CysC, cystatin C; PCWP, pulmonary capillary wedge pressure; NT, N-terminal; BNP, brain natriuretic peptide.
Fig. 1. Correlation between logarithm of the ratio between N-terminal pro-BNP and BNP (log NT/BNP) and other factors. (a) Log NT/BNP negatively correlates with age; the
relation is a convex downward curve. (b) There is a strong negative linear correlation between log NT/BNP and log BSA. (c) Log NT/BNP positively correlates with log CysC. (d)
Log NT/BNP negatively correlates with PCWP. BNP, brain natriuretic peptide; BSA, body surface area; CysC, cystatin C; NT, N-terminal pro-BNP; PCWP, pulmonary capillary
wedge pressure.
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Table 4
Multivariate regression analysis of NT-pro BNP, BNP, and NT/BNP.
log NT-pro BNP log BNP log NT/BNP
b p b p b p
Gender 0.60 0.87 0.48
log Body surface area (m2) 0.73 <0.0001 0.41 <0.0001 0.66 <0.0001
log CysC (mg/L) 0.38 0.12 0.021 0.22 <0.0001
PCWP (mmHg) 0.28 <0.0001 0.42 <0.0001 0.10 0.0005
CysC, cystatin C; PCWP, pulmonary capillary wedge pressure; NT, N-terminal; BNP, brain natriuretic peptide.
Fig. 2. Subgroup analysis to assess whether different types of heart disease relate to log NT/BNP. (a) Left ventricular pressure load vs. volume load. Log NT/BNP was not
signiﬁcantly affected (p = 0.76) by the differences between the AS/CoA (n = 21) and VSD/PDA (n = 60) groups. (b) Left- vs. right-sided volume load. Multivariate
comparison showed that log NT/BNP in the ASD (n = 82) was slightly (b = 0.13) but signiﬁcantly (p < 0.05) higher than that in the VSD/PDA (n = 60) group when
log BSA was taken into consideration. This signiﬁcance was preserved (p < 0.05) when we matched the body size between the two groups by only including data from
VSD/PDA patients with log BSA >0.4 (n = 41). However, when we added Qp/Qs into the multivariate analysis, the difference between the ASD and VSD/PDA groups was
no longer signiﬁcant, but Qp/Qs was shown to be a signiﬁcant independent factor for log NT/BNP (p < 0.05, b = 0.16). AS, aortic stenosis; BNP, brain natriuretic
peptide; BSA, body surface area; CoA, coarctation of the aorta; NT, N-terminal pro-BNP; PDA, patent ductus arteriosus; Qp/Qs, pulmonary-to-systemic output ratio;
VSD, ventricular septal defect.
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right-sided volume load may relate to log NT/BNP. As shown
in Fig. 2a, log NT/BNP was not signiﬁcantly affected (p = 0.76)
by the differences between the AS/CoA (n = 21) and VSD/PDA
(n = 60) groups. Fig. 2b shows that log NT/BNP in ASD (n = 82)
was slightly (b = 0.13) but signiﬁcantly (p < 0.05) higher than
that in VSD/PDA (n = 60). This signiﬁcance was preserved
(p < 0.05) when we matched the body size between the two
groups by only including data from VSD/PDA patients with
log BSA >0.4 (n = 41). However, in this subgroup analysis, the
pulmonary-to-systemic output ratio (Qp/Qs) in ASD was signiﬁ-
cantly higher than that in VSD/PDA (2.2  0.8 vs. 1.4  0.4,
p < 0.0001). When we added Qp/Qs into the multivariate analysis,
the difference between the ASD and VSD/PDA groups was no longer
signiﬁcant, but Qp/Qs was found to be a signiﬁcant independent
factor for log NT/BNP (p < 0.05, b = 0.16).
Discussion
The major ﬁndings in this pediatric study regarding NT/BNP
were: (1) renal dysfunction increased NT/BNP levels, (2) high
BSA levels decreased NT/BNP as the greatest and powerful
determinant of NT/BNP (b = 0.66), and (3) high PCWP
decreased NT/BNP. This is the ﬁrst study, to our knowledge,
to reveal a detailed relationship between NT and BNP with body
size, renal function, and invasive diastolic measurements taken
into consideration. Simultaneous measurements of both hor-
mones may provide an insight into NT and BNP clearance in the
kidneys and other organs. Factors that affect the clearance of
both hormones need to be considered when assessing HF
severity using NT or BNP.Renal contribution
Renal dysfunction independently increased NT/BNP (Fig. 1c and
Tables 3 and 4). In adults, one of the most important factors
affecting the NT/BNP ratio is renal function [18]. NT/BNP ratio
increases exponentially with the stage of renal disease [10]. NT/
BNP ratios in a population of patients receiving long-term
hemodialysis were much higher than those found in patients
with end-stage renal disease not receiving dialysis [19]. Thus, the
result of our study in children, which used a sufﬁcient number of
patients with body size and diastolic function taken into account,
was consistent with those of aforementioned studies in adults
[10]. Renal dysfunction predominantly slowed the clearance of NT
relative to BNP and increased the NT/BNP ratio regardless of
whether this was a child or adult population.
Although observations that NT/BNP increases as renal function
decreases have been consistently reported in previous [10,18,20]
and current studies, mechanistic studies surprisingly demonstrated
that the kidney clears NT and BNP equally [13] in various subjects
[20–22]. Other possible mechanisms to explain the NT/BNP increase
in patients with renal dysfunction may be the relative NT increase by
saturable NT clearance [12], the relative BNP decrease by the
upregulation of type C natriuretic receptor [20], and the accumula-
tion of neutral endopeptidases [20,23]. These issues should be
pursued in future studies.
Body size vs. age
High BSA decreased NT/BNP and was the greatest and most
powerful determinant of NT/BNP (Fig. 1b and Tables 3 and 4). The
results of a previous pediatric study [11] and the current study
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childhood to adolescence. An age-dependent decrease of NT/BNP
can be partly explained by the maturation of renal function.
Our data also indicate the age-related decrease of CysC in patients
<2 years (data not shown). However, multivariate regression in
this study showed that body size was an independent greatest
factor to determine NT/BNP with renal function taken into
consideration. Importantly, the relationship between log NT/BNP
and log BSA was tighter than that between log NT/BNP and
age. These observations suggest that the proportion of the BNP
clearance in other organs relative to that in kidney may be larger
in smaller children in body-size related fashion.
HF
High PCWP decreased NT/BNP, indicating a relatively greater
increase of BNP relative to NT. Importantly, only BNP, but not NT,
has active anti-HF activities. Thus, the tendency to preserve BNP
concentration in HF should serve as a compensatory mechanism.
This effect was signiﬁcant but not as strong (b = 0.10) as other
factors. This BNP preservation may not be sufﬁcient in some
clinical HF situations in which exogenous BNP [24] or neutral
endopeptidase inhibitor [25] administration is particularly
effective.
Our observation suggests that worsening HF may relatively
slow BNP clearance from organs other than kidney. Although
‘‘clearance’’ receptor upregulation [26,27] and neutral endopepti-
dase activation [28,29] in HF may work to decrease BNP, once the
number of BNP receptors on the cell surface is maximized, they
may become saturated by BNP, reducing the overall clearance rate
for BNP [30]. However, the complete picture of HF effect on NT and
BNP clearance remains to be elucidated. Future studies that
examine the serial changes of two hormones and other factors
between baseline and acute exacerbation in severe HF would help
clarify the detailed effect of HF on the clearance of BNP and NT.
Levels of intact pro-BNP, a precursor of BNP and NT, are
also increased in HF [31]. Because present BNP immunoassays also
measure pro-BNP [31], this factor may partly explain the HF effect
on NT/BNP. This issue warrants future study.
In subgroup analysis (Fig. 2), the difference between pressure
and volume load did not relate to log NT/BNP. In this study, ASD
patients had higher Qp/Qs than VSD/PDA patients. The slightly
higher log NT/BNP in ASD than in VSD/PDA patients could be
explained by the Qp/Qs differences between the two groups. This
observation appears consistent with the theoretical prediction
that higher Qp/Qs should increase the log NT/BNP because BNP
clearance occurs also in the lungs, but NT clearance occurs only in
the kidney. The group difference was no more signiﬁcant when
Qp/Qs was added into the multivariate comparison. Thus, our
results did not indicate that the difference between right- and left-
sided volume load is an important determinant of log NT/BNP.
The current study provided novel ﬁndings of two points: the
effects of body size and potential HF compensation in natriuretic
hormone dynamics. Of note, BNP is much less inﬂuenced by age,
body size, or renal function, and much more inﬂuenced by PCWP
in comparison to NT (Table 4). In this regard, BNP [32] may be
appreciated as a more speciﬁc marker of HF, whereas NT with body
size correction may represent the entire cardiorenal system.
Current results underline the importance of standardizing NT by
age or body size and assessing renal function in the assessment of
both hormones in children. The reference value for NT in children
decreases with age [33]. For the evaluation of NT in children, use of
a Z-value of NT [33] is an important option for standardizing NT.
When the NT value is within the normal range, it indicates that the
cardiorenal system is functioning normally. In contrast, when
the NT value is above the normal range, assessment should beundertaken to determine whether cardiac dysfunction, renal
dysfunction, or both caused the high NT value. A high NT value
with body size or age correction should be assessed and followed
up with consideration of renal function and its trend. Measure-
ments of both hormone levels, if available, can be taken into
consideration to enable the qualitative assessment of both cardiac
and renal status.
Study limitations
Several issues should be considered in the interpretation of
our data. First, this study employed PCWP as a substitute for
ventricular stretch. PCWP is a stable measurement obtained by
right heart catheterization, whereas PCWP more directly provides
the effect of ventricular stretch than do echocardiographic indices.
Future studies using other diastolic parameters such as stiffness,
relaxation, and end-diastolic wall stress [3] are warranted to
further clarify the effect of HF on natriuretic peptide dynamics.
Second, in contrast to well-known BNP clearance mechanisms,
NT clearance remains to be elucidated. NT clearance occurs only
in the kidneys [1], but other clearance pathways other than the
kidneys [13] cannot be fully excluded. However, such pathways,
if they exist, would tend to suppress the NT/BNP increase in renal
dysfunction, but we observed that renal dysfunction independent-
ly and signiﬁcantly increased NT/BNP. Thus, the other clearance
pathways of NT except the kidneys would not change our results
or discussion.
In conclusion, renal dysfunction independently increased
NT/BNP, whereas high BSA decreased it, and was the greatest
determinant of NT/BNP in children with heart disease. Moreover,
high PCWP decreased NT/BNP, a potential compensatory pathway
of HF. These factors need to be considered in the assessment of
BNP and NT.
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